[Preparation and identification of a single chain antibody against the shedding site of N-cadherin cleaved by ADAM10].
To construct and express a specific single chain Fv antibody (scFv) against the shedding site of N-cadherin cleaved by ADAM10 and identify its biological activity. The VH; and VL; genes were amplified by RT-PCR from a hybridoma cell line 2B3 which produced the monoclonal antibody (mAb) against the shedding site of N-cadherin cleaved by ADAM10. SOE-PCR was used to splice the VH; and VL; genes to construct ScFv, which was subcloned into the prokaryotic expression vector pET-28a. The positive clones were transformed into E.coli BL21 (DE3) and induced with IPTG. The target protein was purified and refolded via Ni-NTA column, and was analyzed by SDS-PAGE, ELISA and Western blotting. The VH; and VL; genes of mAb were cloned successfully and the prokaryotic expression vector of scFv was constructed. The analysis of DNA sequencing showed that the full-length of the constructed scFv gene was 744 bp, and coded 248 amino acids. ScFv was expressed in E.coli BL21 (DE3) as inclusion body under the induction of IPTG, and showed relative molecular mass (Mr;) of 29 000 as analyzed by SDS-PAGE and Western blotting. About 90% purity of scFv was obtained following denaturing, purifying and renaturing via Ni-NTA, and ELISA and Western blotting revealed that the soluble scFv exhibited the binding activity to the shedding site of N-cadherin cleaved by ADAM10. The scFv against the shedding site of N-cadherin cleaved by ADAM10 has been successfully constructed, which lays the foundation for its diagnostic and therapeutic application.